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SOUD LIPIDIC NANOSPHERES SUITABLE TO A FAST INTERNALIZATION 
INTO CELLS 

FIFI n OF THE INVENTION 

The present invention relates te pharmaceutical compositions in form of solid 
lipidic nanospheres able to fas. penetrate into the cells, the process for their 
prepared and fheir use in »e freafmen, o, fumora. pathologies and of 
Mediterranean anaemia. 
PRIOR ART 

„ is Known from .iterature tha, the carboxylic acids having a low number of carbon 
atoms, such as acetic acid, propionic acid, butyric acid and succinic acid, and their 
derivatives, may inhibit me proliferation of the tumoral cells, in particular ,n .he 
case of colon cancers (H.P. Scheppach, F. Pitcher, Eur. J Cancer Prevenf.on. 4, 
373-378. 1995. and 31. 1077-1080, 1995). 

There are in parteular experimental proofs showing the antiproliferative activ, y o 

, „ ,=i rancer res 48 6161-6165, 1988; D.Coradml 
neoplastic cells (S.P. Landon et ah, Cancer res., 48, did 
e, al...Ce,, Prolif., 30, 149-159, 1997; H. Yamamoto e. at., Inf. J- Cancer 76 897- 
902 1998). Recen, studies showed .ha. sodium bu.yrate is ah.e to modulate e 
expression o, the oncogenes and o, the genes regulating me apoptosis ,n ce 
„ 1 dmeren. tasfofypes ,0 : C. Velasguez e. a, , Parental ™° «<- «■ 
243-250 1996; M.Mandal.R. Kumar. Cell Growfh Diff ., 7. 311-318. 1996). 
t s moreover Known fha, fhe carboxylic acids themselves and/or certatn 
d enva«ves .hereof may help in a significant way. in the case of .he Mediterranean 
anaemia, the transformed of p-globin ,o y-globin. or fefa, globin. resulting ,n an 
2S improvemen, of .he disease (S. P. Ferine e, a,.. New England , Medtcne. 328, 
81-86. 1993, A.F. Collins etal , Blood, 85, 43-49, 1995). 

1 present me use of such compounds is however strongly limifed by .he difftculty 
I ring effecfive p,asma„c concents, owing to fhe short ha«e m. 
which makes the mefabolism and the excretion of said substances too as 
30 omer to obtain safisfacto* resuffs therefore one ough, .0 administrate h,gh 
amounts of acid, with the drawback of causing harmful side effects. 
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Therefore one feels the need to have an adequate system of release for these 
substances, which allows to decrease their doses, thus minimising the side 
effects. 
SUMMARY 

5 Now the Applicant found new pharmaceutical compositions allowing to overcome 
the drawbacks of the prior art, showing a surprisingly high biological activity. 
Said pharmaceutical compositions are prepared in form of solid lipidic 
nanospheres characterised in that they include as an active substance a lipidic 
substance consisting of an ester of a-tocopherol or 5-tocopherol or of cholesterol 

io or of glycerol with a carboxylic acid selected from the group consisting of acetic 
acid, propionic acid, butyric acid and succinic acid, and if necessary one or more 
further pharmacologically active substances. 

A further object of the present invention is the process for the preparation of said 
lipidic nanospheres, comprising the following steps: 
15 a) heating of a mixture comprising a lipidic substance and one or more surfactants 
at a temperature such as to take the mixture to melting; 

b) heating of a mixture consisting of water and one or more co-surfactants at a 
temperature at least equal to the step a) one; 

c) hot mixing under mild stirring of the mixture of the step b) with the mixture of the 
20 step a), with the achievement of a microemulsion; 

d) dispersion of the microemulsion obtained in the step c) in pre-cooled water; 

e) washing of the dispersion of the step d) with distilled water by diafiltration; 

f) freeze-drying of the product obtained in the step e) or its hot sterilisation, 
characterised in that said lipidic substance consists of an ester of a-tocopherol or 

25 5-tocopherol or of cholesterol or of glycerol with a carboxylic acid selected from 
the group consisting of acetic acid, propionic acid, butyric acid and succinic acid. 
The pharmaceutical compositions in form of solid lipidic nanospheres object of the 
present invention are useful in the treatment of all the pathological conditions for 
which the administration of the above mentioned carboxylic acids is effective, and 

30 they are particularly suitable for the treatment of tumoral pathologies and of the 
Mediterranean anaemia. 
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The characteristics and the advantages of the solid lipidic nanospheres as a 
release system for the carboxylic acids according to the present invention and of 
the related preparation process will be pointed out in detail in the following 
description. 

DETAILED DESCRIPTION OF THE INVFMTinN 

The present invention relates to pharmaceutical compositions in form of solid 
lipidic nanospheres obtained from microemulsions of a lipidic substance, stabilised 
by at least a surfactant and by one or more cosurfactants. 
With the term lipidic nanospheres in the present invention we mean particles 
having an average diameter lower than 300 nm. 

For the preparation of said microemulsions a lipidic substance in a mixture with 
one or more surfactants, and if necessary one or more further pharmacologically 
active substances, is heated to melting; separately a mixture consisting of water 
and one or more cosurfactants is heated to a temperature at least equal to that 
one at which the mixture containing the lipidic substance melts. The aqueous 
mixture is then hot added under mild stirring to the mixture containing the lipidic 
substance, obtaining a microemulsion. 

The so obtained microemulsion is poured into precooled water at a temperature 
ranging from 2 to 10 °C under mild stirring, using a water amount ranging from 
10:1 to 80:1 parts by volume with respect to the volume of the microemulsion. The 
so obtained dispersion is then washed many times with distilled water by 
diafiltration in order to remove the components soluble in water, using a TCF2 
equipment (Amicon-Grace-Danvers, USA) equipped with a YM 100 Diaflo 
membrane with a 100,000 Dalton cut-off, as disclosed in R. Cavalli et al., S. T. P. 
Pharma Sciences, 2(6), 514-518, 1992. 

Such dispersion is finally hot sterilised in autoclave at 121 °C for 15 minutes at 2 
atm, or freeze-dried. 

The so obtained lipidic nanospheres have an average diameter ranging from 40 to 
300 nm, and preferably from 100 to 200 nm, and a polydispersion index ranging 
from 0.10 to 0.50. 

The characterisation of the microemulsions has been carried out by 
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photocorrelation spectroscopy with a N 4 Coulter instrument, as disclosed in R. 
Cavalli et al., Int. J. Pharm., 148, 47-54, 1997. 

The lipidic substance used in the preparation of the lipidic nanospheres according 
to the present invention is selected from the group consisting of esters of 
5 cholesterol or a-tocopherol or 5-tocopherol or glycerol with carboxylic acids having . 
a low number of carbon atoms, selected from the group consisting of acetic acid, 
propionic acid, butyric acid and succinic acid. 

Said lipidic substance constitutes the essential active substance of the lipidic 
nanospheres, which however may include, in particular embodiment forms of the 
10 present invention, one or more other pharmacologically active substances. 

Such further active substances are typically selected from the group consisting of 
doxorubicin, idarubicin and taxol. 

According to a preferred embodiment form of the present invention said lipidic 
substance is cholesteryl butyrate. 
15 As surfactants phosphatidylcholine taken from soy or egg yolk, phospholipids and 
their mixtures are typically used. 

According to a preferred embodiment form of the present invention the used 
surfactant is a commercial product known with the name Epikuron 200® (Lukas 
Meyer, Hamburg, Germany), consisting of phosphatidylcholine for 95%. 
20 The cosurfactants are selected from alcohols, such as butyl alcohol, carboxylic 
acids such as butyric and hexanoic acid and bile salts such as sodium 
taurocholate and sodium glycocholate. 

According to a preferred embodiment form of the present invention, in the 
preparation of the microemulsion the various substances are used in the following 
25 proportions, expressed as percentages by weight with respect to the total weight 
of the microemulsion: 



- lipidic substance: 5-1 8% 

- surfactants: 10-20% 

- cosurfactants: 12-18% 
30 - water: 44-70% 



In the preferred embodiment form the lipidic nanospheres obtained by diafiltration 
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have a titre in lipidic substance ranging from 25 to 42%, the residue consisting of 
phosphatidylcholine and/or phospholipids and by traces of other substances used 
in the preparation process. 

According to a particularly preferred embodiment form of the present invention the 
5 composition of the solid lipidic nanospheres, expressed as percentage by weight 
of the various components, is the following one: 

- cholesteryl butyrate 31.5% 

- phosphatidylcholine 68.0% 

- other 0.5% 

10 Owing to their small size and their composition, said nanospheres have the 
unexpected characteristic to be rapidly internalised into cells, where the active 
substance is fast released. 

With respect to the systems of the prior art, said solid lipidic nanospheres 
therefore are the ideal release system for active substances such as the low 
15 molecular weight carboxylic acids present in the esters of the present invention. In 
fact they allow a strong reduction of the effective doses, with subsequent limitation 
of the side effects. 

The pharmaceutical compositions in form of solid lipidic nanospheres of the 
present invention may therefore be successfully. used in the treatment of all the 
20 pathologies for which the above mentioned characteristics of fast internalisation of 
the active substance into the cells are important. 

The pharmaceutical compositions in form of lipidic nanospheres object of the 
present invention are useful in the treatment of all the pathologies for which the 
administration of acetic acid, propionic acid, butyric acid and succinic acid is 
25 effective, and in particular in the treatment of the tumoral pathologies and of 
Mediterranean anaemia. 

For said uses the nanospheres according to the invention may be used alone, or 
in a mixture with pharmacologically acceptable excipients and/or diluents, and/or 
pharmacologically active substances. In particular embodiment forms of the 
30 pharmaceutical compositions according to the present invention, said active 
substances are antineoplastic agents. 
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The following examples of preparation of pharmaceutical compositions in form of 
solid lipidic nanospheres are reported for illustrative, but not limitative purpose of 
the present invention. 
EXAMPLE 1 

a) 15 mg of Epikuron 200® (95% phosphatidylcholine) and 1 mg of 
phosphatidylinositol are added to 9 mg of cholesteryl butyrate, and such a mixture 
is heated to melting at about 75 °C; 

b) a mixture consisting of water (62 mg), sodium glycocholate (3 mg) and butyl 
alcohol (10 mg) is heated at the same temperature of the mixture of the step a); 

c) under mild stirring and at the same temperature of the preceding steps, the 
mixture of the step b) is added to the mixture of the step a), obtaining a 
microemulsion, which turns out to be clear; 

d) the microemulsion obtained in the step c) is dispersed in water precooled at 5 
°C in an amount equal to 20 parts by volume of water for each part of 
microemulsion, obtaining a dispersion of nanospheres; 

e) the dispersion obtained in the step d) is washed for 2 times with distilled water 
by diafiltration; 

f) the washed dispersion is finally freeze-dried. 

By photocorrelation spectroscopy the average diameter of the nanospheres has 
been determined, which turned out to be equal to 120 nm, with a polydispersion 
index equal to 0.25. 

The so obtained nanospheres consist for 35.5% of cholesteryl butyrate and for 
64% of phosphatidylcholine. 
EXAMPLE 2 

a) 16 mg of Epikuron 200® (95% phosphatidylcholine) are added to 7 mg of 
cholesteryl butyrate and heated to the melting of the mixture at about 77 °C; 

b) at the same temperature of the step a) a mixture consisting of water (62 mg), 
sodium taurocholate (3 mg) and butyl alcohol (12 mg) is heated; 

c) the mixture of the step b) is added, under mild stirring and always at the same 
temperature of the previous steps, to the mixture of the step a), obtaining a clear 
microemulsion; 
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d) the microemulsion obtained in the step c) is dispersed in water precooled at 2 
°C in an amount equal to 40 parts by volume of water for each part of 
microemulsion, obtaining a dispersion of nanospheres; 

e) the dispersion obtained in the step d) is washed for 3 times with distilled water 
5 by diafiltration; 

f) the washed dispersion is finally sterilised according to FU IX at 121 °C and at 
the pressure of 2 atmospheres. 

The average diameter of the nanoparticles, determined by photocorrelation 
spectrometry, turned out to be 150 nm, with a polydispersion index equal to 0.35. 
10 The so obtained nanospheres consist of 30% cholesteryl butyrate, and of 69% 
phosphatidylcholine. 

TESTS OF INHIBITION OF THE CELL PROLIFERATION 

The experimentation has been carried out on NIH-H460 cells of lung carcinoma 
(D.N. Carney et al„ Cancer Res., 45, 2913-2923, 1985) grown in monolayer in the 

is RPMI 1640 nutrient medium (Bio Whittaker, Verviers, Belgium) added with 10% by 
volume with respect to the total volume of FCS (Fetal Calf Serum), at the 
temperature of 37 °C, in a C02 atmosphere humidified at 5%. 
The cells have been put in 24 wells plates, using as nutrient medium RPMI 1640 
added with 10% of FCS, and left to adhere for 24 hours. The insemination medium 

20 has been then removed and substituted with the experimental medium consisting 
of RPMI 1640 with 10% of FCS and increasing concentrations of sodium butyrate, 
or of cholesteryl butyrate in form of nanospheres prepared as in the above 
reported example 1. The cells have been kept for 6 days in contact with such 
experimental medium. 

25 The effect of the sodium butyrate and of cholesteryl butyrate on the cell growth 
has been estimated counting the cells by a Cell Counter. 

Thus it has been observed that the nanospheres containing cholesteryl butyrate 
induced a complete inhibition of the cell growth at a concentration equal to 0.21 
mM of cholesteryl butyrate, while the sodium butyrate, at the same concentration, 
30 induced an inhibition of the cell growth limited to 50%. 

Contemporaneously a comparison test has been carried out using cholesterol as 
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an additive of the experimental medium consisting of RPMI 1640 with 10% FCS, 
by which it has been observed that the cholesterol does not affect the cell 
proliferation in any way. 

The above described experiment has been repeated on cells of the 
mastocarcinoma, identified with the MCF7 abbreviation, using as insemination 
medium DMEM/F12 (Dulbecco's modified Eagle's medium, Sigma Chemical Co., 
St. Louis, MO) with 2% FCS. 

Said cells have been placed in 12 well plates, where they have been left to adhere 
for 24 hours in the above described nutrition medium. 

The nutrient medium has been then removed and substituted with the 
experimental medium consisting of DMEM/F12 with 10% FCS added with 
increasing concentrations of sodium butyrate, or of cholesteryl butyrate in form of 
nanospheres prepared according to the above reported example 2. The cells have 
been kept for 6 days in contact with such experimental medium. 
The antiproliferative effect of the cholesteryl butyrate nanospheres on the cell 
growth has been estimated counting the cells with a Cell Counter. From such 
measurements turned out that the nanospheres containing cholesteryl butyrate 
induced a complete inhibition of the cell growth at a concentration equal to 0.2 mM 
of cholesteryl butyrate, while the sodium butyrate induced, at the same 
concentration, an inhibition of cell growth limited to 40%. 
TESTS ON THE INTERNALIZATION IN THE CELLS 

The internalisation of the nanospheres containing cholesteryl butyrate in cells of 
the lung carcinoma, identified with the NIH-H460 abbreviation, has been studied 
by observation at the fluorescence microscope. 

Operating according to the above reported example 1 nanospheres containing 
cholesteryl butyrate have been prepared, which have been made fluorescent by 
addition of cumarin 6. 

NIH-H460 cells, added with 50 nl of tagged nanospheres, have been incubated at 
37 °C, and samples have been taken in different times to be examined. 
Said samples have been washed with a saline solution buffered with phosphate 
buffer, centrifuged and added with a solution containing 5 ng/ml of propidium 
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iodide. 

The so treated cells have been observed and photographed by fluorescence 
microscope in parallel with the control consisting of the same cells added with 
propidium iodide only. 

It has been observed that, contrary to the control, the cells treated with the. 
nanospheres made fluorescent by cumarin 6 containing cholesteryl butyrate 
appeared almost totally fluorescent already after 5 minutes from the treatment, 
demonstrating an almost complete internalisation of the nanospheres in the cells 
in very short times. 
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CLAIMS 

1. Pharmaceutical composition in the form of solid lipidic nanospheres, 
characterised in that said nanospheres comprise as an active substance a lipidic 
substance consisting of an ester of a-tocopherol or 5-tocopherol or of cholesterol 
or of glycerol with a carboxylic acid selected from the group consisting of acetic, 
acid, propionic acid, butyric acid and succinic acid. 

2. Pharmaceutical composition as claimed in claim 1, characterised in that said 
lipidic substance is cholesteryl butyrate. 

3. Pharmaceutical composition as claimed in claim 1, characterised in that said 
nanospheres have an average diameter lower than 300 nm and a polydispersion 
index ranging from 0.10 to 0.50. 

4. Pharmaceutical composition as claimed in claim 3, characterised in that the 
average diameter of the nanospheres is ranging from 100 to 200 nm. 

5. Pharmaceutical composition as claimed in claim 1, characterised in that the 
amount of the active lipidic substance in the nanospheres is ranging from 25 to 
42% by weight, the residue being constituted by phosphatidylcholine and/or 
phospholipids. 

6. Pharmaceutical composition as claimed in claim 1, characterised in that it 
comprises one or more further active substances selected from the group 
consisting of taxol, idarubicin and doxorubicin. 

7. Process for the preparation of solid lipidic nanospheres as defined in claim 1, 
comprising the following steps: 

a) heating of a mixture comprising a lipidic substance and one or more surfactants 
at a temperature such as to take the mixture to the melting; 

b) heating of a mixture consisting of water and one or more co-surfactants at a 
temperature equal to the step a) one; 

c) mixing under mild stirring of the mixture disclosed in the step b) with the mixture 
of the step a), with the achievement of a microemulsion; 

d) dispersion of the microemulsion obtained in the step c) in precooled water; 

e) washing of the dispersion of the step d) with distilled water by diafiltration; 

f) freeze-drying or sterilising of the product obtained in the step e), 
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characterised in that said lipidic substance consists of an ester of a-tocopherol or 
5-tocopherol or of cholesterol or of glycerol with a carboxylic acid selected from 
the group consisting of acetic acid, propionic acid, butyric acid and succinic acid. 

8. Process as claimed in claim 7, characterised in that said lipidic substance is 
cholesteryl butyrate. 

9. Process as claimed in claim 7, characterised in that said surfactant of the step 
a) is selected from the group consisting of soy phosphatidylcholine, egg 
phosphatidylcholine, phospholipids and their mixtures. 

10. Process as claimed in claim 7, characterised in that the mixture of the step a) 
further includes one or more active substances selected from taxol, idarubicin and 
doxorubicin. 

1 1 . Process as claimed in claim 7, characterised in that said co-surfactant at the 
step b) is selected from the group consisting of butanol, butyric acid, hexanoic 
acid, sodium taurocholate and sodium glycocholate. 

12. Process as claimed in claim 7, characterised in that said lipidic substance is 
present in said microemulsion of the step c) in an amount ranging from 5 to 18% 
by weight with respect to the total weight. 

1 3. Process as claimed in claim 7, characterised in that the amount of water in the 
mixture of the step b) is ranging from 44 to 70% by weight with respect to the total 
weight of the microemulsion. 

14. Process as claimed in claim 7, characterised in that the amount of surfactants 
present in the mixture at the step a) is ranging from 10 to 20% by weight with 
respect to the total weight of the microemulsion. 

15. Process as claimed in claim 7, characterised in that the amount of co- 
surfactants present in the aqueous mixture at the step b) is ranging from 12 to 
1 8% by weight with respect to the total weight of the microemulsion. 

16. Process as claimed in claim 7, characterised in that said dispersion of the step 
d) is carried out with water cooled to 2-10 °C in an amount ranging from 10:1 to 
80:1 parts by volume with respect to the volume of the mixture of the step c). 

17. Process as claimed in claim 7, characterised in that at the step f) solid lipidic 
nanospheres are obtained having an average diameter lower than 300 nm and 
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polydispersion index ranging from 0.10 to 0.50. 

18. Use of a lipidic substance consisting of an ester of a-tocopherol or 8- 
tocopherol or of cholesterol or of glycerol with a carboxylic acid selected from the 
group consisting of acetic acid, propionic acid, butyric acid and succinic acid; as 

5 an active substance for the preparation of a pharmaceutical composition in form of 
solid lipidic nanospheres. 

19. Use as claimed in claim 18, characterised in that said lipidic substance is 
cholesteryl butyrate. 

20. Use as claimed in claim 18, characterised in that said pharmaceutical 
10 composition is useful in the treatments based on the administration of acetic acid, 

propionic acid, butyric acid and succinic acid. 

21. Use as claimed in claim 18, characterised in that said pharmaceutical 
composition is useful in the treatment of the tumoral pathologies and of the 
Mediterranean anaemia. 

15 22. Use as claimed in claim 18, characterised in that said nanospheres may be 
administered alone, or in mixture with pharmacologically acceptable excipients 
and/or diluents, and/or with pharmacologically active substances. 
23. Use as claimed in claim 22, characterised in that said pharmacologically active 
substances are antineoplastic agents. 



INTERNATIONAL SEARCH REPORT 



tnttm taJ Application No 

I PCT/EP 99/09072 



tp^7 a ^61K9^51 BJECT l4ArTtn 



Accordhg to International Patent Ctasafflcallon (IPC) or to both national dassrflcaflon and IPC 



& FIELDS SEARCHED 



Wnlmun doci^tatfcn searched (daasmcatJon system folowed by cWflcattcn aymbote) 

IrC 7 A61K 



Docunentatlon searched other than nWmm ckxunentatfon to the extent that such document* are Included In the fields searched 



Bectnxic data baM<x^ed during the fciten^or^ (narrw of <lata teae erxi, where practical, eearch terms used) 



<X DOCUMENTS CONSIDERED TO BE RELEVANT 



Category' 



Citation of document wtth hdcatton. where appropriate, of the relevant passages 



Relevant to dakn No. 



Y 

Y 
A 



U0 98 56362 A (GASCO MARIA ROSA) 
17 December 1998 (1998-12-17) 
page 2, line 5 -page 4, line 21 

page 7; examples 1,2 
claims 1-3 

WO 94 20072 A (PHARMACIA AB ;WESTESEN 
KIRSTEN (DE); SIEKMANN BRITTA (DE)) 
15 September 1994 (1994-09-15) 
abstract 

page 13, line 19 -page 19, line 12 
page 25; example 1 
page 26; example 2 
page 41; example 23 
claims 1,3,4,8,11,16,17,19,26 

-/- 



I- 5, 
18-23 
7-9, 

II- 13,17 



7-9, 

11-13,17 



6,10 



fit] Further docunerts are Wed hi the oonftwaflon <* box C. 



ID 



Patent family members are feted h annex. 



• Special categoriee of crted documents : 

"A" document detY*>g the general stale of the art which to not 
ccrwideredtobeofpartouter relevance 

°E" eeri^doo^entbUpijblar^cfi or after the brtematfonaJ 
fling date 

"L" document which may throw doubts on pdortty cfaJmfa) or 
wttch b cited to e«tabllsh the pii^Jcaijon date of another 
cftalJon or other apedal reeaon(a« specified) 

"O" document referring to an oral dtocfosure, uae, exhtjftton or 
other means 

"P" document pUAahed prior to the fcitemallonaj flhg date but 
later than the priority date daJmed 



Date of the actual completion of the fcTtematJonaJ eearch 



28 March 2000 



T later document published after the htematfonaj flbig date 
«rpriorlty date and not b conflct with the applcatJonbut 
cfte^ understated the rjrt^ underlying the 

r> venflon 

•X" document of particular retevance; the claimed nventfcn 
cannot be considered novel or carrot be considered to 
kivotve an Inventive step when the document to taken alone 

"V do<xtnertc4partk^arretevanc«:tf» hventJon 

cannot be considered to Involve an friverrttve step when the 
dco^enttocenibrodvvtmcroormorec^ such docu- 
ments, such combtoatkn being obvious to a person ekl led 
r) the art 

document member of the same patent famly 



Date of mailng of the International eearch report 

04/04/2000 



| Name and maltog address of the ISA 

European Patent Office, P.B. 661 8 Patent! aan 2 
NL - 2280 HV RlJswIJc 
Tef . (+31-70) 340-2040. Tx. 31 661 epo rf, 
Fax (431-70) 340-3018 



Authorized officer 



Muller, S 



n PCT/18Afc10 (Mocnd aht«t) {JUty 1 092) 



page 1 of 2 



INTERNATIONAL SEARCH REPORT 



No 



PCT/EP 99/09072 



a(Cortinuation) DOCUMENTS CONSIDERED TO BE RELEVANT 



Category ° Cttafion ot doctxnent wfth h<*cation,vrtie«3 appropriate, o< the retevort passage* 



Relevant to dahiNkx 



EP 0 526 666 A (GASCO MARIA ROSA) 
10 February 1993 (1993-02-10) 
abstract 

column 2, line 32 -column 4, line 4 
column 4; example 1 
claims 1-15 



1,3 



Form PCT/WAttlO (cortSTuKflcn of second shun) (Jury IMS) 



page 2 of 



2 



INTERNATIONAL SEARCH REPORT 



information on potent family member* 



Ap p lication No 

PCT/EP 99/09072 



Patent document 


PifcBcation 




Patent fftmDv 


rlMJuiMUUfi 


cited fan search report 


date 




members) 


date 


WO 9856362 A 


17-12-1998 


IT 


MI971385 A 


14-12-1998 ! 






AU 


7915898 A 


30-12-1998 


WO 9420072 A 


15-09-1994 


CA 


2091152 A 


06-09-1994 






AU 


676279 B 


06-03-1997 






All 


v££3J7*t n 








EP 


0687172 A 


20-12-1995 






FI 


954143 A 


19-10-1995 






JP 


8507515 T 


13-08-1996 






NO 


953461 A 


06-11-1995 






NZ 


262541 A 


24-04-1997 






US 


5785976 A 


28-07-1994 






US 


5885486 A 


23-03-1999 


EP 0526666 A 


10-02-1993 


AT 


136774 T 


15-05-1996 






DE 


69118880 D 


23-05-1996 






DE 


69118880 T 


07-11-1996 






ES 


2089066 T 


01-10-1996 






US 


5250236 A 


05-10-1993 



Forni PCT7t8AdO (patent farntyarvwx) (Jliy 1962) 



